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Introduction
Associated with viral hepatitis B and C infection, the incidence of hepatocellular carcinoma (HCC) is widely prevalent world-wide. 1 Because the success of the conventional therapies is limited, gene therapy can represent an alternative for HCC treatment. One such approach is based upon a suicide gene that sensitizes cells to drugs which are usually nontoxic. 2 The commonly used suicide gene is the herpes simplex virus thymidine kinase (HSVtk), [3] [4] [5] which has more affinity for ganciclovir than other drugs such as acyclovir or araT. 6 HSVtk can efficiently convert these prodrugs into antimetabolites able to inhibit nucleic acid synthesis. 7 We and other researchers have previously demonstrated in vitro gene expression in HCC by delivering exogenous genes such as lacZ and HSVtk genes using liposomal vectors. 8, 9 However, not only tumor cells but also normal cells may be destroyed by using liposomes. One possible solution to this problem is to develop vectors containing the tumorspecific promoter. For HCC, the most studied promoter is ␣-fetoprotein (AFP) which can be observed at elevated serum levels in advanced stage patients. 10, 11 Complete tumoral cell death does not require every tumor cell to express the HSVtk gene. This phenomenon, which is now known as the bystander effect, involves the diffusion of toxic metabolites through gap junctions to neighboring tumor cells and the uptake of apoptotic vesicles. [12] [13] [14] [15] [16] Gap junctions represent a major pathway for intercellular communication implicated in the control of cell growth and differentiation. They are composed of hexameric assemblies of homologous proteins named connexins. 17 Transfection of some tumor cells with a connexin43 [18] [19] [20] [21] [22] [23] [24] has been reported to increase gap junctional intercellular communication (GJIC) and suppresses tumor growth. In contrast to normal hepatocytes, HCC expresses connexin43; however, this expression remains at a basal status. 25 In the present study, we cotransfected the Hepa 1-6 cell line with connexin43 and the HSVtk gene driven by the AFP promoter to determine whether an elevated level of connexin43 can increase cellular toxicity during HSVtk/GCV treatment. Moreover, in order to improve the efficiency of connexin43 in enhancing the bystander effect in vitro, connexin43 transfected clones were established and treated with the HSVtk/GCV system.
Phosphorylation of connexin43 can influence the biological activity, intercellular transport or metabolic stability of this protein. 22, [26] [27] [28] This phosphorylation has been widely suggested to be linked to both gap junction assembly and gating events, and can be the consequence of a protein kinase. 29, 30 To determine if the elevated level of the HSVtk can act on the phosphorylated/ dephosphorylated status of connexin43 protein, we have transfected Hepa1-6 cells with different plasmids carrying the HSVtk gene. We report that combining targeting of HSVtk gene expression and enhancing GJIC can increase the cytotoxicity of the HSVtk/GCV system leading to attenuation of tumor growth.
Results
Relative promoter strength and hepatocellular carcinoma-specific expression Comparison was made between AFP and SV40 promoters in the NIH 3T3 and Hepa1-6 cell lines. The results shown in (Figure 1 ) demonstrated that relative expression of the luciferase gene under the control of SV40 promoter was about 47 and 18 in Hepa1-6 and 3T3 cell lines, respectively. In contrast, the AFP promoter was switched on only in Hepa1-6 cells, but not in 3T3 cells and the relative activity was about 80 in Hepa1-6 cells. For the purpose of comparison, the activity of basic pGL3 (without promoter) was assigned as 1 average turner light units and we expressed the activity of AFP and SV40 promoters relative to this value. Based on these data, the HSVtk gene was inserted in the plasmid containing the AFP promoter for further studies in vitro.
The optimal combination of pFTK and Cx43 allows high sensitivity to GCV of Hepa1-6 cells Different ratios of pFTK to pLTR-Cx43 (from 0 to 2 g each) were tested to determine the optimal concentration which permit higher sensitivity to GCV. As shown in ( Figure 2a ), all plasmid ratios were able to induce cell sensitivity to GCV, but with a ratio 1 g of pFTK to 1 g of pLTR-Cx43, this sensitivity was the highest and the percentage of growth inhibition reached 85 ± 7%.
Based on this report, the Hepa1-6 cells were transfected separately with 2 g of pFTK and 2 g of pLTRCx43 or cotransfected with 1 g each, then exposed to varying doses of GCV (from 0 to 50 m). As expected, the combination between these two plasmids induced an increased sensitivity of Hepa1-6 cells to ganciclovir. In fact, the IC 50 for GCV corresponding to the transfection with pFTK, and pLTR-Cx43/pFTK were: 17.5 ± 0.9 and 1 ± 0.2 m, respectively (Figure 2b) . Thus, the growth inhibition became higher when cells were cotransfected with HSVtk and Cx43 genes.
Importance of Cx43 gene in bystander effect-mediated cell killing of Hepa1-6 cells The degree of bystander effect-mediated cell killing was checked by measuring the percentage of growth inhibition daily for 5 days of GCV treatment. As shown in (Figure 3 ), the transfection with the Cx43 gene induces a small decrease in Hepa1-6 cell growth rate. This growth rate inhibition was approximately similar to the one caused by pAG0 during the first 2 days of GCV treatment and remains lower at the fifth day. However, when cells were transfected with plasmids carrying higher levels of the HSVtk gene, such as pFTK or pYED, the number of surviving cells was about three to five times smaller. Moreover, the cotransfection of Hepa1-6 cells with pLTR- Cx43 and each of these plasmids induced about 25 to 30% more cell death than pAG0, pYED or pFTK alone. For example, the transfection with pFTK/pLTR-Cx43 followed by GCV treatment resulted in killing of 85% of Hepa1-6 cells, while pFTK alone induced killing of 60% of the cells.
To improve these results, several clones were established by transfecting Hepa1-6 cells with pLTR-Cx43. The clone expressing the highest level of the Cx43 gene (clone28), as shown in (Figure 4b ), was chosen for comparison to the parental Hepa1-6 cells. Thus, these two kinds of cells were transfected separately with pFTK and the cell killing experiments were performed at different GCV concentrations (0-50 m). As shown in Figure 5 , the IC 50 of GCV corresponding to the clone28 was about 23-fold lower than the one corresponding to the parental cells (0.75 m and 17.5 m, respectively). Combining the Cx43 with a high level of expression of the HSVtk gene by cell transfection resulted in a higher percentage of growth inhibition, indicating bystander effect-mediated cell killing.
Relationship between expression of HSVtk and Cx43
Three techniques were set up to evaluate if increasing the expression of the HSVtk protein into Hepa1-6 cells can eventually affect the post-translational regulation of Cx43.
(1) Flow cytometric analysis: Different dilutions of antibodies were performed in order to determine the optimal signal detection. The best results were obtained using the first and the second antibodies at 1/200 and 1/100 dilutions, respectively. Background was defined as the staining of mock transfected cells and cells incubated only with the second antibody. To compare the effect of different plasmids carrying the HSVtk gene upon Cx43, Hepa1-6 cells were transfected separately with pSP72 (negative control), pAG0, pFTK, pYED and pLTR-Cx43 (positive control). Table 1 (2) Scrape-loading/dye-transfer: This technique was used to study the functional status of GJIC after transfecting Hepa1-6 cells with the same plasmids previously described. All samples showed a positive transfer of the Lucifer Yellow into contiguous cells. Basal transfer was seen in parental cells and cells transfected with a plasmid control (pSP72), indicating the presence of low gap junctional communication in Hepa1-6 cells. Nevertheless, when cells were transfected with plasmids expressing high levels of the HSVtk gene such as pFTK or pYED, an extensive spread of fluorescence was seen within the same period of time ( Figure 6 and Table 1 ). In fact, the results presented as relative fluorescence units were: 0.13 ± 0.01; 0.19 ± 0.01 and 0.20 ± 0.02 corresponding to pAG0, pFTK and pYED, respectively. These results were compared with negative controls (Hepa1-6 cells: 0.075 ± 0.018 and pSP72: 0.073 ± 0.007) and to a positive control (Hepa1-6 cells transfected with pLTR-Cx43: 0.22 ± 0.03). These results were very significant and P values varied between 0.0007 and 0.004 (Table 1 ). These data suggest that the expression level of HSVtk gene influences the GJIC functional status.
Figure 4 Western blot and densitometry analysis of total connexin43 and HSVtk proteins in Hepa1-6 cells. Cell extracts were analyzed for the expression of the HSVtk protein (a) and the connexin43 protein (b) and (c) after cell transfection with plasmids carrying the HSVtk gene (pAG0, pFTK and pYED). pSP72-transfected cells were used as negative control in (b). A stable HSVtk transfected-L cells (Ltk+
(3) Immunoblot assay: To understand the biochemical mechanism responsible for the induction of GJIC by the HSVtk gene, we analyzed Cx43 and HSVtk protein expression. Whole cell homogenates were extracted 48 and 72 h after transfection and equal amounts of total protein were separated by 10% polyacrylamide gel electrophoresis. As shown in Figure 4a , the HSVtk protein was detected in all samples with an increase of this protein expression when cells were transfected by pFTK or pYED. The Cx43 protein was also expressed in all samples and the protein quantity (measured by densitometry) increased within time. This quantitative difference was seen especially during the 2 days following the cell transfection (Figure 4b ). It disappeared when cells were in maximal confluence (data not shown). Cx43 protein migrates on SDS-PAGE as multiple bands in most samples. However, heterogeneous 44-46 kDa species were seen in samples corresponding to transfected cells by the HSVtk genes or pLTR-Cx43 or in stable pLTRCx43-transfected cells. As shown in Figure 4c , the treatment of protein extracts with 10 l of alkaline phosphatase has removed the phosphorylated bands of Cx43 protein from pAG0-transfected Hepa1-6 cells, but not from cells transfected by pFTK.
Discussion
Although several gene delivery systems using viral vectors have been studied, nonviral vectors such as liposomes show an important progression. Liposomal gene delivery has been used in genetic diseases as well as in various types of cancer. 8, [31] [32] [33] As described in our previous studies, 8 this system has been proposed as an alternative to viral vectors for gene transfer into hepatocellular carcinoma (HCC). Liposomal vectors were used in the present study to introduce the HSVtk and connexin43 genes into Hepa1-6 cells. Application of the HSVtk/GCV system has already been explored and has given appreciable treatment of HCC. 8, [34] [35] [36] The rationale for this approach is based on two critical features. First, normal cells would be insensitive to phosphorylated GCV (toxic drug) even if transduced by suicide gene. Second, the therapeutic effect of this system would reach tumor cells located beyond the site of transfection.
Because AFP is a tumor-associated marker which is expressed at high levels by 70 to 80% of HCC tumors and in regenerating normal liver cells, 36,37 the pAFP-Luc, in which the luciferase gene is controlled by the AFP promoter, was used to test the HCC-specific expression.
Results shown in Figure 1 demonstrated that the luciferase gene driven by the AFP promoter was expressed only in Hepa1-6 cells and its expression was about two-fold higher than that produced by the SV40 promoter. Then, the luciferase gene was replaced by the HSVtk gene and the resulting plasmid (pFTK) was used in vitro to transfect the Hepa1-6 cells, as illustrated in Figure 3 , producing approximately the same Hepa1-6 cell-sensitivity to GCV as did double copies of the HSVtk gene (pYED).
In our previous studies, 8 we have demonstrated that the use of liposome permitted the transfection of only 10 to 20% of Hepa1-6 cells. However, 60 to 72% of tumor cells were killed by HSVtk/GCV treatment. This phenomenon, called the bystander effect, was explained by the transfer of apoptotic vesicles, induction of antitumor immune response and transfer of toxic GCV between cells via gap junctions. [12] [13] [14] [15] 38 Gap junctions, which are formed by the oligomerization of connexin proteins into clusters of intercellular channels, 39 play an important role in the control of cell proliferation. [18] [19] [20] This gap junctional role has stimulated great interest and controversy. The decrease in gap junctional communication has been suggested as a common characteristic of cancer cells. 40, 41 However, it was demonstrated that some transformed cells such as the mouse cell lines S180 and L929 express high gap junctional intercellular communication (GJIC), 26 indicating that the loss of GJIC is not necessarily associated with neoplastic transformation. However, even if the GJIC is present in these cells, they remain without functionality. The functional status of GJIC depends on the phosphorylation of Cx43 protein. S180 cells transfected with the chick cadherin gene L-CAM induce phosphorylation of the Cx43 and subsequently efficient GJIC. 42 Based on these reports, we have introduced the Cx43 gene into Hepa1-6 cells in order to enhance the bystander effect. The efficient cotransfection of these cells with pLTR-Cx43 and pFTK resulted from optimally combining different concentrations of these two DNA plasmids. We have demonstrated in our previous study, 8 that transfecting the Hepa1-6 cells with more than 2 g of DNA and 6 l of liposome induced a high non-specific cytotoxicity of these cells. As shown in Figures 2 and 3 , the 1:1 ratio in micrograms (2 g in total) of each plasmid allowed higher cell sensitivity to GCV and the combination of HSVtk and Cx43 genes increased cell sensitivity to GCV by 14-17 times compared with HSVtk gene alone (ie IC 50 corresponding to pFTK and pFTK/pLTR-Cx43 transfected cells were 17.5 m and 1 m, respectively). These results demonstrated that Cx43 formed functional gap junctions and enhanced the bystander effect when introduced into Hepa1-6 cells. In addition, transfection of Hepa1-6 cells with pLTR-Cx43 led to a reduction in growth rate in vitro (Figure 3 ), indicating that increasing Cx43 protein may be important in the regression of HCC. To improve the importance of Cx43 in the bystander effect, stable pLTR-Cx43-transfected clones were established and clone28, exhibiting over expression of Cx43 protein (Figure 4b ), was transfected with pFTK. We found that an efficient bystander effect was shown in clone28 and subsequently, a very small quantity of GCV was needed to significantly reduce tumor cell number (IC 50 was ෂ23 times lower in clone28 than in parental cells) as illustrated in (Figure 5) . Moreover, the stable pLTR-Cx43-transfected cells grew slowly, probably due to an increase of intercellular communication.
Wilgenbus et al 25 have reported that, in human malignancy, connexin expression widely varies, ranging from a presence in some tumors to a loss in some normal tissues. This heterogeneous distribution suggests that functional regulation of connexin is complex. 25 In the present work, the functional regulation of Cx43 in Hepa1-6 cells was studied. Cells were transfected with plasmids carrying the HSVtk genes (pAG0, pFTK and pYED). Flow cytometric analysis showed an increase in the detection of Cx43 protein using the anti-Cx43 antibody. Basal detection was observed in mock-transfected and Hepa1-6 cells-transfected with pSP72 (32.25 ± 2.4% of Cx43-positive cells). The level of this detection increased up to 43 ± 1.1, 47.75 ± 2, 52.25 ± 3.8 and 74.5 ± 6.5% when cells were transfected with pAG0, pFTK, pYED and pLTR-Cx43, respectively, suggesting a correlation between HSVtk and Cx43 gene expression. Scrape loading experiments confirmed these data. In contrast to parental cells, in which lucifer yellow was found only within the cells along the scrape, distribution of dye reached further into the layer of HSVtk-transfected Hepa1-6 cells ( Figure 6 ). The functional status of gap junctional communication changed, becoming more efficient, under the effect of increasing HSVtk gene expression.
Two kinds of status characterize the Cx43 protein: phosphorylated and unphosphorylated forms, with functional GJIC highly corresponding to the phosphorylated form. 26, 27 Hepa1-6 cells express Cx43, but, in general, at low levels as reported by Wilgembus et al 25 and confirmed by the present study. Immunoblot assay was carried out to examine if the HSVtk could induce some posttranslational changes of Cx43 protein. As expected, a common lower band of Cx43, corresponding to the unphosphorylated form, 22, 28 was observed in all samples. Nevertheless, serial bands ranging from 43 to 46 kDa appeared when cells were transfected with HSVtk and Cx43 genes as seen in other cells induced by other products. 22, 28, 30, 39 It could be that Cx43 which is synthesized as a 43 kDa-protein form, undergoes a conversion to upper molecular weight species by the post-translational modification induced by the presence of viral thymidine kinase. Moreover, quantitative measurements for each sample showed that the more the expression of HSVtk protein was increased (Figure 4a) , the more the Cx43 protein was expressed (Figure 4b ). This result was confirmed when cell extracts were treated with alkaline phosphatase. The 46 kDa band was completely eliminated in total protein extracted from cell transfected by pAG0. The same band remained, as a weak phosphorylated form of Cx43 protein, in pFTK-transfected cells (Figure 4c ). This indicates the increase of Cx43 phosphorylation meanwhile the expression of the HSVtk increased into Hepa1-6 cells. The potential mechanisms by which the HSVtk could phosphorylate the Cx43 protein is still misunderstood. However, we suggest that the HSVtk enzyme could increase stability or half-life of the Cx43 protein, and/or could increase the nucleotide triphosphates which upregulate the Cx43 and the Cx43 phosphorylation. 43, 44 This finding indicates that the HSVtk gene presumably stimulates GJIC by upregulating Cx43 protein.
Combining these two genes can induce functional gap junctions and, subsequently, higher diffusion of toxic GCV. Our studies have shed new light on the contribution of Cx43 in the HSVtk/GCV system. Our transfection experiments have shown that increasing GJIC allowed higher diffusion of drugs and, consequently, higher cytotoxicity of the HSVtk/GCV system.
Materials and methods

Cell culture
Murine hepatocellular carcinoma (Hepa1-6 cell line), murine fibroblast (NIH 3T3 cell line, American Type Culture Collection, Rockville, MD, USA) and murine L (Lthymidine kinase+ and Lthymidine kinase− cells, kindly provided by Dr F Garapin, Pasteur Institute, Paris, France) cells were grown in Dulbeco's modified Eagle's medium (DMEM) supplemented with 10% fetal calf serum, streptomycin (100 U/ml), penicillin (100 U/ml) and 2 mm l-glutamine at 37°C in a humidified atmosphere containing 5% CO 2 .
The Lthymidine kinase+ (Ltk+) cells were routinely maintained in 1 mm HAT medium (Gibco, Cergy Pontoise, France).
Plasmid construction
The eukaryotic expression vector, pGL3-Luc-promoter (plasmid containing the luciferase gene driven by the SV40 promoter; Promega, Lyon, France) was used to construct vectors in which the AFP promoter controls expression of the luciferase gene or the HSVtk gene. The AFP promoter was isolated from mouse genomic DNA using the polymerase chain reaction (PCR) to amplify a 183 bp fragment relative to the cap site of the mouse AFP gene. This fragment was inserted into the HindIII-BglII site of pGL3 promoter to generate pAFP-Luc.
The coding sequence of the HSVtk gene was excised from the pAG0 (pBR322 plasmid carrying the HSVtk gene with its promoter) 45 by double digestion with PvuII and BglII, followed by treatment with Klenow fragment to create blunt ends. The 1.8 kb HSVtk gene fragment was then ligated into pAFP-Luc that had been double digested with HindIII-XbaI to remove the luciferase gene and treated with Klenow fragment to create blunt ends. This generated the expression plasmid, pFTK (Figure 7) , which was used in all subsequent experiments.
The pAG0 and pLTR-Cx43 plasmid vectors were kindly provided by Dr F Garapin and Pr CCG Naus (The University of Western Ontario, London, Canada), respectively. The pYED is a plasmid vector carrying two HSVtk genes which was constructed in our laboratory. pSP72 is a plasmid with only a ␤-lactamase gene (Promega). Plasmids were amplified in E. coli DH5␣ strain cells in 2YT medium (Gibco) and purified using the Qiagen kit (Coger, Paris, France).
In vitro DNA transfection Cells were plated at a density of 2 × 10 5 per well into 35 mm six-well plates. After 24 h, the cells, reaching 70 to 80% of confluence, were transfected with 2 g of DNA/5 l of lipofectamine (Gibco) in serum-free medium. 8 The cells were incubated for 5 h at 37°C in 5% CO 2 and then incubated in DMEM supplemented with 20% fetal calf serum (FCS), antibiotics and l-glutamine.
For the establishment of the clones expressing the connexin43 gene, the Hepa1-6 cell line was replated after 48 h of transfection in gpt selection medium. Transfectants expressing the gpt gene were grown in DMEM containing 10% fetal calf serum, streptomycin (100 U/ml), penicillin (100 U/ml), 2 mm l-glutamine, hypoxanthine (15 g/ml), aminopterin (2 g/ml), thymidine (10 g/ml), mycophenolic acid (25 g/ml) and xanthine (250 g/ml).
Luciferase assay Hepa1-6 and NIH 3T3 cell lines were transfected separately by pGL3-Luc-promoter and pAFP-Luc vectors complexed to lipofectamine. After 2 days, cells were scraped from the plates, and luciferase activity in the homogenate of each serial cell lysates was analyzed using the BioOrbit 1250 Luminometer (Pharmacia, Paris, France). Luciferase activity was defined as the light units measured for each sample minus the background.
Cytotoxicity assay
One day after transfection, the cells were trypsinized and transferred to 96-well plates. Then, the cell culture medium was removed 24 h later and replaced with a selective medium containing different concentrations of GCV (0-50 g/ml). Growth in the presence of GCV was allowed to proceed for 5 days, after which time, sensitivity to GCV was quantified by the MTT assay. The results were expressed as a percentage of growth inhibition calculated as follows: % growth inhibition = (1 − (absorption of treated wells/absorption of control well) × 100).
In vitro analysis of the bystander effect To determine if the HSVtk and Cx43 genes codelivery into the Hepa1-6 cells can increase the bystander effect, we established pLTR-Cx43-transfected clones. After 3 weeks of selection in gpt medium, different clones were transfected with the HSVtk gene (pFTK) and treated with various concentrations of GCV (0-50 m). Medium was changed every day for 5 days, after which, viable cells were quantified using the MTT assay.
Flow cytometric analysis
The Hepa1-6 cells were transfected separately with pAG0, pFTK, pYED, pLTR-Cx43 and pSP72. Two days later, they were harvested, trypsinized and fixed in cold acetone/PBS (66:34 (v:v)) for 20 min at 4°C. Then, cells were washed in PBS and incubated for 45 min using 50 l of a mouse Mab anti-connexin43 (5 g/ml) (Tebu, Le Perray-en-Yvelines, France) diluted in PBS containing 1% FCS and 0.1% saponin. Cells were washed with PBS and then incubated for 45 min at room temperature with FITC F(abЈ) 2 goat antimouse IgG diluted to 1/100 (Immunotech, Marseille, France).
After a last wash, cells were resuspended in PBS and fluorescence from 10 000 cells was analyzed by flow cytometry (EPICS-Profile II; Coulter, Paris, France). Mock-transfected cells, pSP72-transfected cells and second antibody were used as negative controls.
Scrape-loading/dye-transfer (SL/DT) As described by El-Fouly et al, 46 the SL/DT assay was used to assess gap junctional intercellular communication. Hepa1-6 cell lines were transfected with different plasmid constructions and were grown to confluence on 35 mm plastic plates. Then, 0.05% lucifer yellow (Sigma, Saint Quentin Fallavier, France) dissolved in PBS was added to the cells and scrape-loaded at room temperature using a scalpel. The dye solution was left on cells for 2 min, then discarded and the plates rinsed with PBS and immediately fixed with 4% phosphate formalin.
Cells were examined under a Leica epifluorescence phase microscope. Six areas were analyzed for each sample and the results were expressed as relative fluorescence units using image analysis software (Perfect Image ICONIX, Les Ulis, France).
Immunoblot assay and alkaline phosphatase treatment Cells were washed twice with PBS and an equal volume of lysis buffer (saccharose 1 m, MgSO 4 2 mm; triton 0.4%; PMSF 40 mm; leupeptine 0.5 mg/ml and DTT 1 m in 100 ml of Tris-Hcl 1.5 m pH 7.5) was added to the cell culture and then scraped. The protein content for each extract was quantified and 50 g of total protein from each sample was separated using 10% polyacrylamide gel electrophoresis and transferred on PVDF membranes. After blocking with 5% dry milk, the membranes were incubated separately with two primary polyclonal antibodies, an anti-connexin43 (diluted to 1:2000, kindly provided by Pr A Lau, University of Hawaii) and an anti-HSVtk (diluted to 1:500), for 1 h. After washing with T-BST buffer, the membranes were incubated for 1 h with the HRP-labelled second antibody (1:1000) and the blots were developed with the Enhanced Chemiluminescence ECL detection kit (Amersham, Little Chalfont, UK). Total proteins, extracted from pAG0-and pFTK-transfected Hepa1-6 cells, were treated with 5 and 10 l (2.5 U/l) of alkaline phosphatase (Boehringer Mannheim, Meylan, France) for 3 h at 37°C and analyzed by electrophoresis in a denaturing 10% polyacrylamide gel. The protein quantity was measured by a densitometer.
Statistical analysis
The statistical significance of the difference between negative controls and transfected cells was performed using the parametric t test. All P values given are two-sided, and P р 0.05 was considered statistically significant.
